After washing, add 5 ml Trypsin EDTA (0.05%) solution and incubate at 37 °C for 5 min.
2. After incubation, gently tap the flask on one side to lift the cells off of the surface of the vessel.
3. Add 20 ml of complete DMEM medium to quench the protease digestion.
4. Harvest cells from the flask by gently pipetting up and down three times, and then collecting the medium into a sterile 50 ml centrifuge tube. 12. Neutralize the RBC lysis buffer by adding complete RPMI medium (12 ml per spleen) to the resulting suspension and centrifuge at 300 x g for 5 min. 9. This is a positive selection, so the target cells will be retained in the MACS column. To elute the cells from the column, gently remove column from magnetic field, add 5 ml MACS buffer and purge the column firmly with a plunger to collect CD8α Pos DCs. 
